Supplemental experimental procedures
Targeting construct and primers for cyclin E
T393A
The targeting vector for cyclin E-T393A mice was generated from a 19 Kb mouse genomic clone encoding cyclin E1 (provided by P. Sicinski). A 500 bp insert (Bst/SacI) encoding the T393 codon exon 11 was mutated to alanine (ACA→GCA), sequenced, joined with a 2.5 kb ScaI/SacII insert (3′ arm). The 3′ arm was ligated into the SacII site downstream from the Neomycin r gene in a modified PGK/Neo vector (provided by P. Soriano). The 5′ arm, an 8.1 kb NaeI/ScaI insert was ligated into the EcoRV site between the PGK-Neomycin resistance marker flanked by lox P sites and PGK-Diptheria toxin marker. The targeting construct was linearized with ScaI and electroporated into mouse XY AK7 embryonic stem cells. Homologous recombinants were selected in 400 µg/ml G418 (Gibco). Colonies were screened by PCR amplification using a 3′ primer complementary to genomic DNA not present in the targeting construct and a 5′ primer to the neomycin r gene. Primers used were: p1L1 TGGATTTGCTGTGGCAATAC and p1r5 GATCCACCCTAGTTCTAGAGC. Proper recombination was confirmed by Southern blot hybridization of SpeI digested genomic DNA using an 800 bp cyclin E cDNA probe (EcoRI/XbaI) and direct DNA sequencing. Germline transmission was identified in male chimeras by PCR. Primers used were: 3neo.1 CTGCTCCGGAAGAGATGCACCTCTC and p1r5 GATCCACTAGTTCTAGAGC. To excise the Lox-P Neo cassette from the cyclin E gene, chimeric and F1 mice were bred with Cre expressing MORE mice (provided by P. Soriano). Excision of the Neomycin selection gene was confirmed by PCR using primers that flanked the gene and by direct DNA sequencing. Primers used were: 5postcre GTCAAATGGATGGTTCCGTTCGCC and 3pwte102 ACTTCTGAGTTCAAGGTCAGCCTGG. 
